Springfield, Mass.) for 12 hr at 4#{176}C. The gel was centrifuged at 2500 RPM for 15 mm and the supernatant separated. Five milliliters of PBS was then added, and the gel was resuspended and gently rotated for 20 mis, centrifuged, and the supernatant was pooled with the initial supernatant.
The gel was then washed three times with an excess of PBS, 4#{176}C, at which time the spectrophotometric adsorption (A ) of the supernatant equaled that of the buffer. To elute the antibody from the gel, 10 ml of guanidine HC1, 6 M, pH 3.0, was added to the gel and the mixture was rotated for 1 hr. Exposure ofnuclei to gas phase nitrous acid followed by incubation with adenosine nucleotides: Figure 1 ifiustrates the effect of gas phase nitrous acid on cAMP iminunofluorescence in mouse fetal nuclei. Figure  1A demonstrates the normal nuclear pattern and is similar to that previously reported (7) . guanosine nucleotides: Figure  2 shows the effect of nitrous acid on the cGMP immunofluorescence pattern in mouse fetal nuclei. Figure  2A illustrates the normal nuclear pattern for cGMP. It is of note that there is a significantly greater amount of intranuclear fluorescence than in the cAMP studies (Fig.  1) . The amount and pattern of intranuclear fluorescence varies with the day of fetal development, and this variation is the subject of a separate study. Figure  2B demonstrates the effect of exposure to nitrous acid before staining for cGMP. There is a significant diminution of the fluorescence. Figure  2C illustrates nuclei exposed to nitrous acid, and then incubated with cGMP, 1 mM, for 1 hr before staining with the anti-cGMP antibody and the fluoresceinated anti-rabbit IgG antibody. Of note is the restoration of the initial staining pattern.
In Figures  2D and 2E Effect of acetylation on cAMP immunofluorescence in hepatocytes: Figure  3 shows the effect of gas phase acetylation on cAMP immunofluorescence. Figure  3A shows rat liver treated with anti-cAMP antibody and fluonesceinated anti-rabbit IgG antibody without prior acetylation. Figure  3B is an adjacent slide of hepatic tissue acetylated before treatment with the same dilution of antibodies. Figure  4 shows the effect of acetylation on cGMP immunohistochemistry. Figure  4A is rat liver examined for cGMP without prior acetylation. Figure  4B is hepatic tissue acetylated before examination for cGMP.
In contrast to the cAMP study, the increase in fluorescence effected by prior acetylation is modest. Figure  4C is hepatic tissue treated with the IgG fraction of serum from nonimmunized rabbits. The fact that there is more intense fluorescence in Figure  4C than Figure  3C is due to the fact that the IgG fraction was used in a higher concentration in this experiment. Figure  4D shows exposed to nitrous acid for 5 mm. The slides in A and B were then incubated with PBS; C) exposure to cGMP, 1 mM, in PBS; D) exposure to 5'GMP, 1 mM in PBS; E) exposure to GTP, 1 mM in PBS. All incubations were for 1 hr at 20#{176}C. All slides were then exposed to film for the same duration of time, and all development and printing were done under identical conditions. 923   TABLE  III 
